[Abstract] In this protocol we describe a quantitative biochemical assay to assess the efficiency of endoplasmic reticulum (ER) to Golgi protein transport in adipocytes (Bruno et al., 2016) . The assay takes advantage of the fact that adipocytes secrete various bioactive proteins, known as adipokines. As a measure of ER to Golgi flux we determine the rate of bulk secretion of the adipokine adipsin post washout of Brefeldin A (BFA) treatment using immunoblotting. Because BFA treatment results in an accumulation of adipsin in the ER, the exit of adipsin from the ER upon BFA washout is synchronized across cells and experimental conditions. Thus, using this simple assay one can robustly determine if perturbations, such as knocking down a protein, have an effect on ER to Golgi protein transport.
2. After plating in a 24-well plate, allow cells to recover overnight in a 37 °C/5% CO2 incubator before proceeding to Procedure B. Figure 1 . 
B. ER secretion assay

Note: A work flow diagram of the ER secretion assay is shown in
Copyright
Note: Samples can be set aside on ice until all samples have been collected, and boiled together once collection is complete.
C. TCA protein precipitation of media 1. Add a 1:10 dilution of ice cold TCA to media collected from wells #1-6 (i.e., add 15 μl of TCA to 150 μl of media) and incubate on ice for 30 min.
2. Spin samples in a microcentrifuge at 16,000 x g, 4 °C for 5 min.
3. Discard the supernatant using a pipette tip.
Note: The pellet will appear as a thin, clear smear on the side of the Eppendorf tube and can be difficult to observe. When discarding the supernatant, one should avoid touching the pipette tip against the side of the tube containing the pellet as to not disturb the pellet.
4. Add 200 μl of cold acetone (cool at -20 °C beforehand) to the pellet and vortex.
5. Spin samples in a microcentrifuge at 16,000 x g, 4 °C for 5 min to recollect the pellet.
6. Wash samples once more with cold acetone (repeat steps C3-C5).
7. Remove supernatant from the second acetone wash and air dry pellet at room temperature for 5. Develop blots using chemiluminescence detection system.
Data analysis
To measure the rate of adipsin secretion, quantify the amount of adipsin secreted at each time point post BFA washout for each condition by densitometry analysis of the Western blots (i.e., Figure 2A , 
